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Abstract
Loss of function mutations in the gene encoding the thyroid hormone transporter monocar-
boxylate transporter 8 (MCT8) lead to severe neurodevelopmental defects in humans
associated with a specific thyroid hormone phenotype manifesting high serum 3,5,3’-triiodo-
thyronine (T3) and low thyroxine (T4) levels. Patients present a paradoxical state of periph-
eral hyperthyroidism and brain hypothyroidism, this last one most likely arising from
impaired thyroid hormone transport across the brain barriers. The administration of thyroid
hormones by delivery pathways that bypass the brain barriers, such as the intranasal deliv-
ery route, offers the possibility to improve the neurological defects of MCT8-deficient
patients. In this study, the thyroid hormones T4 and T3 were administrated intranasally in
different mouse models of MCT8 deficiency. We have found that, under the present formula-
tion, intranasal administration of thyroid hormones does not increase the content of thyroid
hormones in the brain and further raises the peripheral thyroid hormone levels. Our data
suggests intranasal delivery of thyroid hormones is not a suitable therapeutic strategy for
MCT8 deficiency, although alternative formulations could be considered in the future to
improve the nose-to-brain transport.
Introduction
Thyroid hormones (THs), thyroxine (T4) and 3,5,3’-triiodothyronine (T3), play an essential
role in brain development and function [1]. Although the thyroid gland synthesizes mainly T4,
most actions of THs are mediated by binding of the transcriptionally active form, T3, to its
nuclear receptors regulating gene expression patterns [2]. In addition to genomic actions, both
PLOS ONE
PLOS ONE | https://doi.org/10.1371/journal.pone.0236113 July 20, 2020 1 / 14
a1111111111
a1111111111
a1111111111
a1111111111
a1111111111
OPEN ACCESS
Citation: Grijota-Martı´nez C, Ba´rez-Lo´pez S, Auso´
E, Refetoff S, Frey WH, II, Guadaño-Ferraz A (2020)
Intranasal delivery of Thyroid hormones in MCT8
deficiency. PLoS ONE 15(7): e0236113. https://doi.
org/10.1371/journal.pone.0236113
Editor: Maria Carmen Iglesias-Osma, University of
Salamanca, SPAIN
Received: May 27, 2020
Accepted: June 28, 2020
Published: July 20, 2020
Peer Review History: PLOS recognizes the
benefits of transparency in the peer review
process; therefore, we enable the publication of
all of the content of peer review and author
responses alongside final, published articles. The
editorial history of this article is available here:
https://doi.org/10.1371/journal.pone.0236113
Copyright: This is an open access article, free of all
copyright, and may be freely reproduced,
distributed, transmitted, modified, built upon, or
otherwise used by anyone for any lawful purpose.
The work is made available under the Creative
Commons CC0 public domain dedication.
Data Availability Statement: All relevant data are
within the paper.
Funding: This work was supported by the Spanish
Ministry of Economy and Competitiveness, grant
number SAF2017-86342-R (MINECO/AEI/FEDER,
T3 and T4 can also exert non-genomic actions through receptors in the plasma membrane,
cytoplasm or mitochondria [3].
In the brain, T4 is the primary source of T3 [4, 5]. T4 crosses the brain barriers (BBs,
including the blood–brain barrier, BBB, and the blood–cerebrospinal fluid barrier) through
TH transporters into the astrocytes where it is converted to T3 by the action of the selenoen-
zyme deiodinase type II (DIO2) [6]. Although to a lesser extent, T3 can also be transported
across the BBs directly into the extracellular fluid where it accesses the target neural cells [7].
Regarding TH transport across cellular membranes, among all the membrane proteins that
can transport THs, the monocarboxylate transporter 8 (MCT8 [8]) and the organic anion
transporter family member 1C1 (OATP1C1 [9]) are critical for the transport of THs across the
BBs [10]. MCT8 shows high specificity for both T4 and T3 transport whereas OATP1C1 pres-
ents higher selectivity for T4. There are important differences between mice and humans
regarding the expression of these transporter proteins in the brain. In both mice and humans,
MCT8 is abundantly present in the endothelial cells of the BBB. In contrast, OATP1C1 is
abundantly expressed in the mice BBB but is only present at very low levels in humans [11–
14].
Inactivating mutations in the gene encoding for the MCT8 (SLC16A2) transporter located
on the X chromosome [15] result in MCT8 deficiency, also known as the Allan–Herndon–
Dudley syndrome, in males [16, 17]. Patients present abnormal TH concentrations in the
serum with elevated T3 (leading to peripheral hyperthyroidism), low T4 and reverse T3 and
normal or slightly elevated thyrotropin (TSH) [16–19]. Patients also suffer from severe neuro-
logical manifestations including global developmental delay, intellectual disability, lack of
speech and motor impairments (central hypotonia with poor head control, progressive spastic
quadriplegia and dystonic movements; [20, 21]). These alterations appear as a consequence of
brain hypothyroidism [22–24], most probably caused by the lack of a functional MCT8 in the
BBs impairing THs transport across the BBs to the brain [25–27].
Despite efforts to develop an effective therapeutic strategy [28], the treatments available so
far have only been successful in ameliorating the peripheral hyperthyroidism [18, 29–31] but
have failed to improve the neurological impairments. Since available evidence suggests that
brain hypothyroidism in MCT8 deficiency arises from impaired TH transport across the BBs,
the use of delivery pathways that bypass the BBs may offer opportunities for the treatment of
the neurological defects of MCT8-deficient patients.
The nasal cavity provides a direct pathway to the brain that can be used to deliver therapeu-
tic agents by intranasal administration bypassing the BBs widely demonstrated in preclinical
and clinical studies [32, 33]. The intranasal delivery approach was developed by Frey [34], and
it provides a non-invasive drug administration route that bypasses the BBs while reducing sys-
temic exposure and therefore side effects [32]. Drugs administered in the nasal cavity can be
transported directly to the brain along the olfactory [35] and trigeminal nerves [36, 37] as
these neural pathways connect the nasal mucosa to the brain. This transport can take place
through two different pathways. Using the intracellular pathway, drugs are internalized into
vesicles by endocytosis in olfactory sensory neurons, they are then anterogradely transported
along axons to the neuron’s projection site where they are finally released by exocytosis [38].
In the extracellular pathway, drugs cross the nasal epithelium by paracellular transport, then
travel along the perineural space until they reach the subarachnoid space of the brain [39]
from which they rapidly travel to other brain regions via the perivascular spaces of the cerebro-
vasculature [40]. This delivery route has been successfully used to rapidly deliver and target
insulin to the brain to improve memory in normal healthy adults [41] and in patients with Alz-
heimer’s disease [42, 43] without altering the blood levels of insulin or glucose. Intranasal
deferoxamine (656.8 g/mol), a high affinity iron chelator of a similar molecular size as T3
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(650.97 g/mol), has been reported to target the brain to treat animal models of stroke [44], Alz-
heimer’s [45] and Parkinson’s [46].
The aim of this study was to explore the use of intranasal delivery as a potential route to
administer THs to palliate the hypothyroid conditions of MCT8-deficient mice by promoting
TH signaling in brain without worsening the peripheral hyperthyroidism. We found that,
under the present formulation, intranasal administration of THs does not increase the content
of THs in the brain and further raise the peripheral TH levels demonstrating that this is not a
suitable therapeutic strategy for MCT8 deficiency. Alternative formulations, such as lipid
emulsions or lipid nanoemulsions could be considered in the future to improve the nose-to-
brain transport.
Materials and methods
Experimental animals
All experimental procedures involving animals were performed following the European
Union Council guidelines (directive 2010/63/UE) and Spanish regulations (R.D. 53/2013), and
were approved by the ethics committee Comite´ de E´tica y Experimentacion Humana y Animal
(CEEHA) at Consejo Superior de Investigaciones Cientı´ficas (CSIC) and by the Comunidad
Auto´noma de Madrid Review Board (proex 162/17) for the use of animals for scientific pur-
poses. The present study was designed following the ARRIVE (Animal Research: Reporting of
In Vivo Experiments) guidelines [47].
Mice were housed at the Instituto de Investigaciones Biome´dicas “Alberto Sols” under tem-
perature- and light-controlled conditions at 22˚C on a 12:12 light–dark cycle (lights on at 7.00
am) with food and water ad libitum. Animals were housed in groups and were provided with
environmental enrichment that included bedding and nesting material. Experiments were per-
formed in Wild type (Wt), MCT8-deficient (Mct8KO) and double MCT8- and DIO2-deficient
(Mct8/Dio2KO) mice at 3 months of age. Only males were used as MCT8 deficiency symptoms
manifest in the hemizygous state. Wt and Mct8KO mice were originally generated by Dumi-
trescu and colleagues [22] and Dio2KO mice by Schneider and colleagues [48] in C57BL/6J
genetic background and a colony was created at our animal facility in the same strain. The
breeding strategy consisted on backcrossing Mct8−/+ females with Mct8+/y males to produce
Wt and Mct8KO littermates, and Mct8+/y Dio2−/− males and Mct8−/+ Dio2−/− females to obtain
Mct8/Dio2KO mice. The Mct8 and Dio2 genotypes were confirmed by PCR of tail DNA as
described [49].
Drug formulations
Drugs were prepared at concentrations suitable for intranasal administration. Since only 0.01–
1% of an intranasally-administered drug is likely to reach the brain, a highly concentrated dos-
ing solutions were used. L-T3 (Sigma, T6397) and L-T4 (Sigma, T2376) were dissolved in
NaOH 0.04 N at 17.14 mg/ml and 24 mg/ml, respectively, and were further diluted into L-T3
0.214 mg/ml and L-T4 0.3 mg/ml in 0.9% NaCl (saline) on the day of the assay to a final
pH = 8.
Intranasal treatment
For intranasal administration mice where anaesthetized with isoflurane (4% for induction, 2%
for maintenance in O2, Abbot Laboratories, Madrid, Spain). After induction, the animals were
placed lying on their back and maintaining the head positioned in a way that prevents drainage
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of the dose solution into the trachea and oesophagus. Eight 3-μl drops of the different TH solu-
tions were administered intranasally every 2 minutes to alternating nares (a total of 24 μl).
Several treatments were performed. First, mice were treated either with saline or with a
solution of 0.3 mg/ml L-T4 in saline: Wt + saline n = 3; Wt + T4 n = 3; Mct8KO + saline n = 2
and Mct8KO + T4 n = 5. In another experiment, mice were treated with saline or with a solu-
tion of 0.214 mg/ml L-T3 in saline: Wt + saline n = 7; Wt + T3 n = 7; Mct8/Dio2KO + saline
n = 8 and Mct8/Dio2KO + T3 n = 8. Finally, L-T3 (0.214 mg/ml in saline) was intranasally-
administered alone, bound to 1% bovine serum albumin (BSA) or bound to 1% BSA in the
presence 1% of the vasoconstrictor phenylephrine hydrochloride (PHE; Sigma, P6126) to Wt
animals: Wt + saline n = 11; Wt + T3 n = 11; Wt + T3-1% BSA n = 7 and Wt+T3-1% BSA-1%
PHE n = 7. All animals were euthanized by transcardial perfusion under anesthesia 15 minutes
after the last administration, as drug uptake in the cerebral cortex has been detected 5 minutes
following intranasal administration [50]. Mice were anesthetized with ketamine (75 μg/g of
BW) and medetomidine hydrochloride (1 μg/g of BW) and a sample of blood was extracted by
retroorbital collection to be used for determination of T4 and T3 levels in plasma. Mice were
then transcardially perfused with saline to remove blood from tissues and the cerebral hemi-
cortices were collected for T4 and T3 determinations. In every case, individual mice were
treated as the experimental unit.
BSA-T3 binding assay
In order to evaluate the lowest concentration of BSA necessary to bind a solution of 0.214 mg/
ml of L-T3, a BSA-T3 binding assay was performed. The ability of BSA to bind a L-T3 replace-
ment dose of 0.020 mg/ml [51] was also assessed as a binding control.
Both L-T3 solutions were incubated for 20 minutes at room temperature (RT) with 18,000
cpm of 125I-T3 and in presence of different concentrations of BSA: 0.25%, 0.5%, 1%, 1.5%, 2%
and 5%. Prior to incubation 125I-T3 was purified by removing contaminating iodide by elec-
trophoresis. After incubation, samples were precipitated with 10% trichloroacetic acid by
centrifuging 30 minutes at 2,800 rpm and the supernatants were removed. The 125I-T3 bound
to BSA precipitated was assessed by measuring the 125I in a gamma counter detector. Percent-
age of binding was calculated by referring these measurements to standard samples solely con-
taining the 18,000 cpm of 125I-T3.
Radioimmunoassays for T4 and T3 determinations in plasma and tissues
High specific activity 125I-T3 and 125I-T4 (3000 μCi/μg) were prepared by labelled with 125I
(Perkin Elmer, NEZ033A) (3–5)-T2 (Sigma, D0629) and L-T3 (Sigma, T2877), respectively.
This was done according to Morreale de Escobar and colleagues [52] with the only difference
that the separation of the radiolabelled products was performed by ascending paper chroma-
tography in Butanol:Ethanol:Ammonia 0.5N (5:1:2) for 16 h. 125I-T3 and 125I-T4 were eluted
in ethanol and kept at 4˚C.
T3 and T4 were extracted as described [52]. In short, T3 and T4 were extracted from 80 μl
of plasma samples with methanol (1:6), then evaporated to dryness and resuspended in the
radioimmunoassay (RIA) buffer. In the hemi-cortices, T3 and T4 were extracted by using
methanol-chloroform, back-extracted into an aqueous phase with 0.05% CaCl2, and purified
and eluted in 70% acetic acid using DOWEX AG 1-X2 columns (Bio Rad, 140–1251). Recover-
ies of extracted T3 and T4 were calculated by adding tracer amounts of 125I-T3, 125I-T4 to the
initial homogenates. The purified extracts were used for T3 and T4 determinations by sensitive
RIAs as previously described [52] with a range of 0.4–50 pg T3/tube and 2.5–320 pg T4/tube
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PLOS ONE | https://doi.org/10.1371/journal.pone.0236113 July 20, 2020 4 / 14
and for both RIAs a 5% coefficient for intra-assay variation and a 10–15% coefficient for inter-
assay variation.
Statistics
Data are expressed as box and whisker plots with individual values. Chi-Square tests were per-
formed to detect outliers, which were excluded from further analyses. Differences between
means were obtained either by two-way analysis of variance (ANOVA) and Bonferroni’s post
hoc test to correct for multiple comparisons between groups that are split on two independent
variables (with treatment and genotype as factors) or with one-way ANOVA and the Bonferro-
ni’s post hoc test to correct for multiple comparisons between unrelated groups. Significant
differences are represented as �p<0.0332, ��p<0.0021, ���p<0.0002 and ����p<0.0001. All
analyses were performed using GraphPad Prism 8.
Results
Intranasal treatment with T4 increases plasma T4 levels
We did a pilot study to determine if THs significantly entered the blood following intranasal
delivery, as this would complicate the assessment of direct nose-to-brain delivery. Treatment
with T4 was chosen over that with T3, as T4 is the primary source of T3 in the brain and DIO2
activity can locally modulate the conversion of T4 into T3 to make it available to the appropri-
ate target neural cells. For this reason, the MCT8-deficient animal model chosen for this set of
experiments was Mct8KO mice, that has an elevated DIO2 activity in the brain [22, 23].
In order to assess the ability of T4 to reach the blood following intranasal administration,
Wt and Mct8KO counterparts were treated intranasally with either saline or T4, and 15 min-
utes later, plasma samples were collected to assess the concentrations of T4. Intranasal treat-
ment with T4 greatly increased plasma T4 levels in the following 15 minutes after delivery
both in Wt (3.5-fold) and Mct8KO mice (5-fold; Fig 1) compared to controls given saline
(Fig 1).
Fig 1. Thyroxine (T4) levels in plasma of wild type (Wt) and MCT8 knockout (Mct8KO) mice 15 minutes after
intranasal treatment with saline or L-T4. Data are presented as box and whisker plots with individual values,
showing median (horizontal line), boxes representing the 25th to 75th percentiles and whiskers representing the
minimum and maximum values. P values �p<0.0332 and ����p<0.0001 were determined by two-way analysis of
variance (ANOVA) and Bonferroni’s post hoc test, the two factors being genotype and treatment. Significant
differences with the saline-treated Wt group are indicated on top of each column, while significant differences between
the remaining groups are indicated with lines.
https://doi.org/10.1371/journal.pone.0236113.g001
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Because T4 levels increase in plasma after intranasal delivery, and as mice abundantly pres-
ent the T4 transporter OATP1C1 at the BBB, it would have not been possible to determine if a
potential increase in T4 content in the cerebral cortex could be mediated by direct nose-to-
brain transport or indirect access of T4 from the blood to the brain. In the direct nose-to-brain
route, T4 administered transnasally would travel through extracellular pathways described for
intranasal delivery from the nasal cavity to the brain. Alternatively, T4 accessing the blood
stream following intranasal delivery could be being transported indirectly into the brain by
crossing the BBB through the OATP1C1 transporter.
In view of the results obtained after intranasal administration of T4 to Wt and Mct8KO
mice, it was essential 1) to establish if THs delivered intranasally can directly access the brain
by nose-to-brain transport and 2) to reduce the amount of THs administered intranasally
reaching the plasma in order to avoid worsening the peripheral hyperthyroidism characteristic
of MCT8-deficient patients.
Intranasal T3 treatment does not increase brain T3 content and further
elevates plasma T3 levels
To determine if intranasal administration of THs can directly access the brain, we decided to
execute an intranasal treatment with L-T3, which does not cross the BBB through OATP1C1,
in double Mct8/Dio2KO mice, which present further reduced T3 content in the brain in com-
parison to single Mct8KO mice [53, 54] and therefore present higher sensitivity to detect
increases in T3 brain content. For this, Wt and Mct8/Dio2KO mice were treated with either
saline or L-T3 by intranasal administration and plasma and cerebral cortex samples were col-
lected 15 minutes after for TH determinations.
In the saline-treated group, T3 and T4 levels in plasma reflected the characteristic thyroid
function test in MCT8 deficiency with high T3 (3-fold increase) and low T4 (1.6-fold decrease)
in Mct8/Dio2KO animals in comparison to Wt (Fig 2) [22, 23]. In the cerebral cortex, Mct8/
Dio2KO mice displayed a 5-fold decrease in T3 content and a 1.6-fold decrease in T4 content,
as previously described (Fig 2) [53, 54].
After intranasal treatment with L-T3, T4 levels in plasma and T4 content in the cerebral
cortex were not affected either in Wt or in Mct8/Dio2KO mice. However, this treatment
increased by 4-fold the plasma T3 levels in Wt animals and by 3-fold in Mct8/Dio2KO mice
(Fig 2). In the cerebral cortex, intranasal treatment with L-T3 did not increase T3 content in
Mct8/Dio2KO animals. However, in Wt animals there was a 1.3-fold increase in the content of
T3 after intranasal L-T3 treatment, likely due to the presence of MCT8 at the BBs that can
transport the increased levels of T3 in plasma to the brain.
The use of carrier proteins or vasoconstrictors does not prevent T3 from
reaching the blood
In order to inhibit THs from reaching the bloodstream following intranasal administration,
the possibility of using carriers both suitable for intranasal administration and capable of bind-
ing THs was evaluated. A suitable potential carrier for TH intranasal administration is bovine
serum albumin (BSA). Previous studies have demonstrated that BSA delivered intranasally is
able to distribute throughout the mouse brain shortly after administration, with minimal pene-
tration to the systemic circulation [50]. Moreover, BSA binds T3 with a relatively high affinity
[55]. In view of this, we hypothesized that BSA can be used as a carrier to deliver T3 to the
brain by means of intranasal administration reducing access to the bloodstream.
In order to determine the most suitable concentration of BSA that is able to bind a 0.214
mg/ml solution of L-T3, a radioactive T3-BSA binding assay was performed. A T3 replacement
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dose of 0.020 mg/ml [51] was run in parallel as a binding control. Both L-T3 solutions were
incubated with a tracer quantity of 125I-T3 in presence of different concentrations of BSA:
0.25%, 0.5%, 1%, 1.5%, 2% and 5%. As shown in Table 1, the ability of BSA to bind T3 was sim-
ilar for both L-T3 solutions. 1% BSA was already binding 84.1% of the highly concentrated T3
and further concentrating BSA up to 5% only increased T3 binding in 6%. As Falcone,
Fig 2. T4 and 3,5,3’-triiodothyronine (T3) levels/content in plasma and cerebral cortex of Wt and MCT8 and DIO2 knockout
(Mct8/Dio2KO) mice 15 minutes after intranasal treatment with saline or L-T3. Data are presented as box and whisker plots with
individual values, showing median (horizontal line), boxes representing the 25th to 75th percentiles and whiskers representing the
minimum and maximum values. P values �p<0.0332, ��p<0.0021, ���p<0.0002 and ����p<0.0001 were determined by two-way
ANOVA and Bonferroni’s post hoc test, the two factors being genotype and treatment. Significant differences with the saline-treated
Wt group are indicated on top of each column, while significant differences between the remaining groups are indicated with lines.
https://doi.org/10.1371/journal.pone.0236113.g002
Table 1. Percentage of 0.214 mg/ml and 0.02 mg/ml solutions of L-T3 bound to 0.25%, 0.5%, 1%, 1.5%, 2% and 5% bovine serum albumin (BSA).
0.25% BSA 0.5% BSA 1% BSA 1.5% BSA 2% BSA 5% BSA
0.214 mg/ml L-T3 70.5% 79.7% 84.1% 87.8% 88.06% 90%
0.020 mg/ml L-T3 ND 79.9% 88.8% ND 94.7% 97.2%
ND = not determined.
https://doi.org/10.1371/journal.pone.0236113.t001
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Salameh (50) used 1% BSA in their studies assessing the distribution of BSA throughout the
brain and plasma after intranasal administration, and taking into account that 1% BSA binds
84.1% of a 0.214 mg/ml L-T3 solution, 1% BSA was considered the most suitable concentration
to use as a carrier for intranasal administration of T3.
Other strategies that improve the delivery of drugs into the brain after intranasal adminis-
tration yet decreasing the amount of drug absorbed into the systemic circulation consist on
the use of vasoconstrictors. In particular, the vasoconstrictor phenylephrine (PHE) has been
successfully used to increase the brain-to-plasma ratio [56].
Taking into account all the above, animals were treated either with L-T3, with L-T3 bound
to 1% BSA or with L-T3 bound to 1% BSA and PHE 1%. As the aim of this experiment was to
evaluate the capacity of BSA and PHE to prevent L-T3 from reaching the blood after intranasal
administration, these treatments were performed only in Wt mice. Fifteen minutes after treat-
ment, blood samples were collected to assess plasma T3 levels. T3 determinations in plasma
revealed that, as expected, intranasal treatment with L-T3 reached the circulation and
increased plasma T3 levels by 8.5-fold in comparison to untreated basal levels. Intranasal deliv-
ery of L-T3 bound to 1% BSA either in the absence or presence of the vasoconstrictor PHE was
not able to prevent T3 from reaching the circulation as both treatments increased T3 levels in
plasma more than 10-fold in comparison to untreated values (Fig 3).
Discussion
Patients with inactivating mutations in the TH transporter MCT8 suffer from peripheral
hyperthyroidism and brain hypothyroidism. The state of brain hypothyroidism leads to severe
Fig 3. T3 levels in plasma of Wt mice 15 minutes after intranasal treatment with L-T3, L- T3 bound to 1% bovine
serum albumin (T3-BSA) or L-T3 bound to 1% BSA in the presence of 1% vasoconstrictor phenylephrine
hydrochloride (T3-BSA-PHE). Data are presented as box and whisker plots with individual values, showing median
(horizontal line), boxes representing the 25th to 75th percentiles and whiskers representing the minimum and
maximum values. P values ����p<0.0001 was determined by one-way ANOVA and Bonferroni’s post hoc test.
Significant differences with the saline-treated Wt group are indicated on top of each column.
https://doi.org/10.1371/journal.pone.0236113.g003
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neuropsychomotor abnormalities in all probability due to impaired transport of THs to the
brain. No postnatal therapeutic strategies attempted so far have been able to improve the neu-
rological defects. Since these alterations arise in part due to impaired TH transport across the
BBs, a drug administration route that bypasses the BBs has the potential to deliver THs to the
brain in the absence of MCT8. However, whether administration of THs to the brain during
postnatal stages can revert the neurological impairments that have already taken place during
early brain development [24] is an unresolved question. Some of the delivery routes that have
the potential to circumvent the BBs include the intracerebroventricular and the intranasal
administration pathways. Although both administration routes are routinely used for different
treatments in humans, if successful, intranasal delivery presents certain advantages over intra-
cerebroventricular administration, as the former is less invasive. In the present study, we
aimed to evaluate the intranasal administration route as a pathway to deliver THs directly into
brain in the absence of MCT8.
As T4 is the primary source of T3 in the brain, we treated Mct8KO mice with a 0.3 mg/ml
solution of T4 by intranasal administration that led to increased plasma T4 levels. However, as
Mct8KO present the T4 transporter OATP1C1 at the BBs, a potential T4 increase in the brain
could be mediated by the transport of T4 from the blood to the brain through the BBB. In
order to establish whether intranasal administration of THs can reach the brain by nose-to-
brain transport, we treated Mct8/Dio2KO mice with a solution of 0.214 mg/ml L-T3, as the
OATP1C1 transporter is not involved in T3 transport to the brain in mice [25]. Intranasal
L-T3 administration further elevated plasma T3 levels in Wt and Mct8/Dio2KO mice and,
most importantly, T3 content in the cerebral cortex of Mct8/Dio2KO animals did not increase
after treatment while it did so in Wt animals. This can be explained by T3 transport from the
plasma to the brain through the MCT8 transporter in Wt animals, especially since plasma T3
levels were elevated after treatment. It can be therefore concluded that intranasal treatment
with THs in mice does not increase TH content in the brain and further increases plasma TH
levels, aggravating the peripheral hyperthyroidism. It has been postulated that about 0.01 to
1% of a given drug reaches the brain after intranasal administration [57]. Based on this, con-
sidering that a total of 5 μg were delivered in the present study and taking into account the
brain T3 content in basal conditions in each genotype (Fig 2), we estimate that this would have
represented a- 1.25- to 25-fold increase in T3 brain content in a Wt animal and a 2- to
100-fold increase in T3 brain content in a Mct8/Dio2KO mouse. Therefore, an unsuitable dose
of L-T3 is not likely to explain the lack of increase in T3 content after nasal treatment.
An additional potential drawback for intranasal TH treatment in MCT8-deficient patients
identified in this study is the increase in the TH plasma levels following delivery. This would
potentially worsen the peripheral hyperthyroidism with detrimental effects. There are some
approaches that increase the brain-to-blood ratio and therefore reduce or even prevent the
administered drug from reaching the blood. These include the use of carrier proteins and vaso-
constrictors such as BSA and PHE, respectively. In previous studies, BSA reached the frontal,
parietal and occipital cortex as early as 5 minutes and up to 4 hours after nasal delivery, and
only 2–4% entered the systemic circulation [50]. Moreover, the vasoconstrictor PHE has been
proven to reduce absorption of certain peptides into the blood by 65% after intranasal admin-
istration [56]. Based on these findings we treated Wt mice with L-T3, L-T3 bound to 1% BSA
and L-T3 bound to 1% BSA in the presence of 1% PHE aiming to reduce the amount of T3
entering the systemic circulation. Unfortunately, neither of these treatments was successful in
reducing or preventing T3 from reaching the bloodstream.
In the present study, there was a 1.18 ± 0.14 ng/ml increase in the plasma levels of T3 in Wt
animals. Assuming a 1:1 ratio of blood cells to plasma [58], we estimate that 0.035% of the
administered L-T3 entered the systemic circulation. We cannot explain why the use of BSA as
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a carrier protein and the vasoconstrictor PHE was not able to reduce the amount of T3 reach-
ing the bloodstream. The reason why some drugs reach the systemic circulation after intrana-
sal delivery while others do not, is not fully understood [59]. It has been proposed that lipid
soluble molecules can be rapidly absorbed from the nasal membrane into the bloodstream
with a bioavailability of over 75%, while this percentage decreases to 10% for small, polar mole-
cules and to less than 1% for large peptide molecules [60]. Despite the lipophilic nature of THs,
it is very unlikely that these are being absorbed from the nasal epithelium to the blood after
intranasal administration, as it has been established that THs need transporter proteins to
cross cellular membranes [10]. Alternatively, THs could be being transported from the nasal
epithelium to the blood by transporter proteins. In fact, the OATP3 transporter (encoded by
SLC21A7 and involved in TH transport) has been detected at remarkably high levels at the
olfactory and nasal epithelia [61]. The presence of this transporter at the olfactory epithelium
could be mediating a rapid transport of THs from the nose to blood, thus preventing THs
from reaching the brain. Moreover, a quick degradation of THs at the nasal mucosa by DIO3
[62], that converts T4 and T3 into inactive metabolites, could also be responsible for the lack
of TH increase in the brain. Due to the hydrophobic nature of THs and the solution used in
this study, is it important to consider that THs could have precipitated in the nasal epithelium
upon delivery. The possibility of using a lipid microemulsion formulation to intranasally
administer TH to the brain could be considered for future approaches, as this has already been
successfully used to deliver Growth differentiation factor 5, a water insoluble protein, to the
brain [63].
Altogether, the findings of the present work indicate that the administration of THs by
intranasal delivery is not suitable for the treatment of MCT8 deficiency, as this delivery route
does not facilitate direct nose-to-brain transport of THs that would potentially ameliorate the
brain hypothyroidism. Furthermore, this treatment increases TH plasma levels that would fur-
ther aggravate peripheral hyperthyroidism characteristic of MCT8-deficient patients. How-
ever, our inability to formulate T3 and T4 in such a way as to successfully intranasally deliver
and target them to the brain should not deter others from doing so, perhaps using a lipid emul-
sion or lipid nanoparticle formulation [64].
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